Supplementary Figure 2. Apoptosis in colonic sections from C227-infected rabbits.
Sections from distal colon of mock and C227-infected rabbits 3 day PI were stained for apoptotic (TUNEL positive) cells. In situ cell death detection kit (Roche) was used according to the manufacturer's instructions, except that the cryopreserved tissue sections were permeabilized for 5 min and the enzyme mixture was applied for 90 min at 37˚C. TUNEL positive cells were detected using a fluorescein-based detection system and apoptotic host cells appear green (arrow). Sections were counterstained with phalloidin-Alexa 633 (yellow) and DAPI (blue) to detect F-actin and nuclei, respectively. Scale bar=20 µm.
Supplementary Figure 3. ELISA quantification of Stx2 production by C227 and EHEC
O157:H7 strains and their isogenic Δstx2 derivatives. Overnight cultures of the indicated strain were grown in LB and induced with Mitomycin C (200 ng mL -1 ) 20 . A range of diluted supernatants were added to microtiter plate wells coated with 4D1 antigen 43 . Binding was detected with rabbit polyclonal anti-stx2 antisera (1/5000) followed by anti-rabbit phosphatase conjugated antibody (1/7500). Data represent the average of 2 experiments.
Supplementary Figure 4.
Intestinal colonization of infant rabbits by wild type C227 and isogenic mutants 2 day PI. Concentration (cfu g -1 ) of bacteria recovered from intestinal homogenates of indicated tissues. Data points represent individual rabbits (C227, n=10; Δstx2, n=7; ΔpAA, n=7; Δpic, n=6; ΔsigA, n=7). Open symbols represent the limit of detection for samples from which no cfu were isolated. Bars show the geometric mean. Statistical analysis was performed using one way ANOVA and Bonferroni's multiple comparison post-test; ** P < 0.01 and *** P < 0.001.
Supplementary Figure 5. C227Δpic and C227ΔsigA mutants retain aggregative adherence.
HEp-2 cells were incubated with the indicated strain for 3h, then fixed and stained with polyclonal antisera against C227 (green), and counterstained with phalloidin-Alexa 568 (red) and DAPI (blue) to detect F-actin and nuclei, respectively. Scale bar=20 µm. 
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